Source of bacterial strains. The infection NSRO was transinfected into D. melanogaster during the 1960s (S1), and this strain is used in the experiments on D. melanogaster in this paper.
Experimental crosses. The effect of each mutation on the survival of males was considered in turn. In each case, the sex and genotype of 4-to 5-day-old F 1 larvae was assessed for four classes of cross (female homozygous for loss-of-function mutation and infected, female heterozygous for loss-of-infection and infected, female homozygous for loss-of-function mutation and uninfected, female heterozygous for loss-of-infection and uninfected; in each case the male in the cross being heterozygous for the loss-of-function mutation, or in the case of the X-linked mof, wild type). Each class of cross for each mutation was replicated at least 8 times, with results pooled if there was no obvious heterogeneity. Crosses with heterozygous and homozygous mothers were run concurrently with sister individuals to control against temporal variation in the strength of male killing.
To control against effects of larval density arising from male killing, we made experimental crosses with two females and two males per vial in the presence of infection, and one female and one male in the absence of infection, with oviposition into standard cornmeal agar. For all crosses except those involving msl-3 1 and msl-1 1 , 0.3% riboflavin was added to the food to aid contrast of malpighian tubule color associated with the markers w, cn, and bw from wild type (S2) . The first day's eggs from any cross were discarded to control against low penetrance of male killing often observed in the first clutch. Subsequently, vials were tossed on each day for 5 days. Larvae were removed from the medium after 4 days by addition of 3M NaCl, and scored for sex by means of the markers w (produces white malpighian tubules when hemizygous) or y (produces yellow beak and absence of denticles on cuticle when hemizygous), and genotyped for the mutations in the dosage compensation genes by means of the linked markers cn bw (for chromosome 2, produces light malpighian tubules when homozygous), red (for chromosome 3, produces rust red malpighian tubules when homozygous), or in the case of Science Supporting Online Material Veneti et al., p. 2 msl-1 1 by the absence of Bc (produces black cells in hemolymph). A subset of larvae of each sex and genotype in each cross type were placed back on medium and allowed to develop to adulthood to test the accuracy of genotype and sex discrimination, with the expectation that all individuals scored as males homozygous for mutations in the dosage compensation pathway should die, and that females should be of the appropriate eye color for their genotype as well as sex. A subset of the emerging female progeny were also crossed and tested for the presence of male killing to ensure faithful transmission of the bacterium had occurred. 
